Supporting online material Insect strains
The N. vitripennis strains AsymC , the recessive red eye colour mutant strain STDR and a Russia Bait strain originally collected near Moscow, Russia were used throughout the experiments. The Russia Bait strain harbours an 18 bp deletion in exon one, 237 bp from the ATG startcodon of Nvtra. This deletion has no apparent effect on sex determination.
Primers
See Table S2 for all primer sequences.
Statistical analysis
All qPCR data was analyzed in Statistix 1.0 for Windows.
Parental RNAi with Nvtra
RNAi knockdown was induced in early female pupae. A non-sex specific Nvtra dsRNA fragment of 452 bp was used. At either the 5' or 3' end of the fragment a T7 promoter was placed using designed primers NvTra_RNAi_F1 and NvTra_RNAi_R1.
This fragment was transcribed in both directions using the Megascript RNAi kit (Ambion, Austin, Texas, USA) according to protocol to generate dsRNA. Approximately 200 white st DR / st DR female pupae were injected in the abdomen according to a protocol described by Lynch et. al. (S1) 
Flowcytometry analysis of diploid males
For flow cytometry, heads of adult wasps were homogenized in Galbraith buffer (21mM MgCl2, 30 mM tri-Sodium citrate dihydrate, 20mM MOPS, 0.1% Triton X-100, 1mg/l RNase A) using a and 6 respectively and give a product of 543 bp in males and 435 bp in females.
For amplification and cDNA integrity control Ribosomal protein 49 (Rp49) was amplified with primer set Rp49_F1and Rp49_R1 (S3) yielding a product of 305 bp in both males and females. The PCR profile used was 35 cycles of 95°C for 15s, 53°C (Rp49 primers) or 55°C
(Nvdsx and Nvtra primers) for 30s and 72°C for 45s. PCR fragments were visualized on a 1.5%
non-denaturing agarose gel with ethidiumbromide.
Expression analyis of Nvtra after RNAi in females and offspring
Expression levels of Nvtra after RNAi were assessed in female pupae 5 days after RNAi injection (n=9). Those females were in their late pupal stage one day prior to emergence. They were compared to control females that were not injected in the same developmental stage (n=9).
To assess maternal input after RNAi, embryos from an equal ratio of mated and virgin dsRNA injected females (n=19) and an equal ratio of mated and virgin not injected females (n=18) were each individually used for isolating total RNA with TriZol (Invitrogen). The entire isolated RNA sample was subsequently reverse transcribed with a mix of one part oligo-dT and six parts random hexamer both provided with the RevertAid™ H Minus First Strand cDNA Synthesis Kit (Fermentas). The subsequent qPCR analysis was done with one micro liter cDNA mix and ABsolute™ QPCR SYBR Green ROX (500nM) Mix (Abgene, Hamburg, Germany) on an Applied Biosystems 7300 Real Time PCR System with 300 nM Nvtra qPCR primers NvTra_qPCR_F1 and NvTra_qPCR_R1.
The elongation factor 1 alpha (EF1a) was used as reference gene, with 300 nM of primers NvEF1a_F1 and NvEF1a_R1. Nvtra primer set was developed on non-sex specific parts of the transcript. All primers sets were developed using PerlPrimer (S4).
qPCR profile was as follows: 95°C for 15 min, 40 cycles of 95°C for 15s, 55°C for 30s and 72°C for 30s. A standard ABI7300 dissociation curve was applied to control for nonspecific amplification. LinregPCR (S5) was used for calculating starting concentrations of both genes.
Relative expression levels of Nvtra in control and Nvtra dsRNA injected females and their offspring was calculated by comparing Nvtra starting concentrations to starting concentrations of the reference gene EF1α. An one-tailed unpaired t-test was used to calculate significant Nvtra expression differences between the Nvtra dsRNA injected samples and the control samples.
Expression of Nvtra and analysis of origin and splicing of Nvtra expression in early embryonic development
Thirty females from the Russian strain were individually mated to an AsymC male and given one Calliphora pupa every other day for a period of one week. Thereafter, these females were allowed to oviposit for one hour at 25 °C in an egg laying chamber to facilitate embryo collection. The parasitized pupae were incubated at 25 °C. Therefore, the sample "five hours after egg laying" includes one hours of egg laying and four hours of incubation. Five replicates of 30 embryos per time point were collected in 100% ethanol at 2 °C in approximately 30 minutes and stored at -80 °C until RNA extraction.
The RNA extraction, reverse transcription and qPCR were performed in the same way as mentioned above. To amplify Nvdsx in the qPCR 300 nM dsx specific primers NvDsx_qPCR_F1 and NvDsx_qPCR_R1 were used. Relative expression levels of each of the five replicates per time point for Nvtra or Nvdsx were calculated by comparing Nvtra or Nvdsx starting concentrations to starting concentrations of the reference gene EF1α. The average of these normalized values plus their standard errors were calculated to construct the graph in fig. 3A , as well as the ratio of Nvtra expression over Nvdsx expression (Table S1 ). A two-tailed unpaired ttest was used to calculate significance gene expression level differences between the samples from unfertilized eggs and the samples from fertilized eggs. An One-Way ANOVA was used to calculate significant Nvtra expression level differences between samples from fertilized eggs and unfertilized eggs, 9-23 h after egg laying. Total indicates ratio tra / dsx (±S.E.) in embryos from fertilized and unfertilized eggs pooled together. Time indicates hours after egg laying.
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